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PFA: FORMALDEHYDE (METHANOL FREE), 16% ULTRAPURE, EM
GRADE /Polyscience Inc. /18814

GA: Glutaraldehyde (25% in water), EM GRADE / nacalai tesque / 17003-92

MeOH: Methanol , AEFrfk / Wako / 137-01823

TCA: R Z7vuilg, A£{E5H / Wako /200-08085

Triton X-100: Surfact Amps X-100 (10% Triton X-100) / PIERCE/ 28314

Sodium Borohydride: TRIZER TS N A, b5/ Wako / 194-01471

BSA: ALBUMIN BOVINE / SIGMA / A-3294

Glycerol : 7RV, wEHT FRFEAIE / nacalai tesque / 17038-65

Formalin: FILLT VTR (L=< ) Wako / 064-00406

(37% formaldehyde, 8% methanol% & {¢)

(1) Paraformaldehyde (PFA) Method

*Prepare cells on 35 mm glass-bottom dishes (medium volume; 2 ml)

*Add 600 pl of 16% PFA directly to 2 ml medium (final conc: 3.7%).

*Mix gently and incubate for 15 min at R.T.

*Wash 3 times with 2ml PBS for 5~10 min.

*Add 2 ml of 0.1% Triton X-100 in PBS (10% Triton X-100 as a stock sln.)
*Incubate for 5 min at R.T.

* Wash 3 times with 2 ml PBS for 5~10 min.

* Apply ~ 100 ul of 1% BSA in PBS to cells on the glass part of the dishes (BSA Block).
*Incubate for > 1hr at R.T.

*Remove BSA and add ~100 pl of primary antibody (in PBS + 1 % BSA).

«Incubate at 4°C, O/N

*wash with 2 ml PBS for 10min at 3~5 times.

* Add ~100 pl of secondary antibody (in PBS + 1 % BSA).

*Incubate for 3~4 hr at R.T.

*Wash 3~5 times with 2 ml PBS for 10min.

*Mount in glycerol.



*Observe.

(2) Paraformaldehyde / Glutaraldehyde (GA) Method
* Prepare cells on 35 mm glass-bottom dishes (medium volume; 2 ml).
+ Add 600 pl of 16% PFA and 20 pl of 25% GA to 2ml medium (final conc: 3.7% PFA/0.2% GA).
+ Mix gently and incubate for 15 min at R.T.
+ Wash 3 times with 2 ml PBS for 5~10 min.
* Add 2ml of 0.1% Triton X-100 in PBS.
¢ Incubate for 5 min. at R.T.
+ Wash 3 times with 2ml PBS for 5~10 min.
* Add 2 ml of 0.1% sodium borohydride in PBS and shake gently for 15 min.
* Discrad the solution and incubate with sodium borohydride once more.
» Wash 3 times with 2 ml PBS for 5~10 min.
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(3) Formalin Method
*Prepare cells on 35 mm glass-bottom dishes (medium volume; 2 ml).
* Add 200 pl of 37% formalin to 2 ml medium (final 3.7%: 37% formalin as a stock sin.).
*Mix gently and incubate for 15 min at R.T.
*Wash 3 times with 2ml PBS for 5~10 min.
*Add 2 ml of 0.1% Triton X-100 in PBS.
*Incubate for 5 min at R.T.
*Wash 3 times with 2 ml PBS for 5~10 min.
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(4) Methanol Method
*Prepare cells on 35 mm glass-bottom dishes (medium volume; 2 ml)
* Aspirate medium.
* Add 2 ml methanol (-30°C) gently.
*Incubate for 15 min at R.T.
*Wash 3 times with 2 ml PBS for 5~10 min.
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(5) Trichloroacetic acid (TCA) method

*Prepare cells on 35 mm glass-bottom dishes (medium volume; 2 ml).

*Wash with 2 ml serum-free medium (37°C).

* Aspirate medium.

*Add 2 ml of 10% TCA in DW gently.

*Incubate for 15 min at R.T.

*Wash 3 times with 2ml PBS for 5~10 min.

*Add 2 ml of 0.1% Triton X-100 in PBS.

*Incubate for 5 min at R.T.

*Wash 3 times with 2 ml PBS for 5~10 min.
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*xA*x*Glycerol Mount Method **#**

(1) Preparation of glycerol solutions (1ml volume)

*+ 25mg DABCO% 577 1.5 ml micro test tubes(Z VLS.

* tubelZZF 41100, 200, 400, 600, 800ul PBSZ 12 TDABCOZAENNT,

* tubelZZ 41900, 800, 600, 400, 200ul glycerolZ 2 CTIRAL. 1 mldglycerol solutionZ{E%,
* glyceroliFoptical microscopy grade D% D zAFS,

+ DAPI (final 0.5 ug/ml) % 20-80% glycerol solutions (Z/Z TS,
*00% glycerol solutiontZ |ZDAPIIZ N Z 72\,



(2) How to Mount Cells in Glycerol

« PBSZHVFRE, 100 uld>20% glycerol% glass-bottom dish?glassili 5y D 127 7 A L, shaker - T~10
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Antibody (dilution) (1) PFA (2) PFA/GA  (3) formalin  (4) MeOH (5) TCA
o-tubulin, TATI Mouse K. Gull (50) O O O O -
o-tubulin, YOL1/34 Rat Sera-Lab (500) A A A o * _
y-tubulin, GTU-88 ~ Mouse Sigma (500) - X O O -
cdc2 p34 Mouse SantaCruz (100) O - O X -
BrdU Mouse Oncogene (100) O O - O -
Lamin A/C, Tim92 Mouse (IgM) Al & A (500) X X X O =
Lamin B Mouse MatriTect (500) X X X O -
Tpr, 203-37 Mouse Matri Tect (100) - O O O -
SC-35 Mouse Sigma (3,000) - O O - O
C-Myc, 9E10 Mouse SantaCruz (300) - - - O -
HA, HALI Mouse Babco (1,000) - O O - -
emerin Rabbit FIES A (500) O O O O A
P300/CBP Mouse ZYMED (1,000) - O - O O
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